6. The tube is immersed in the steam-bath for a few seconds to flocculate the glycogen, care being taken that it is removed before the contents spurt out.
7. The tube is centrifuged at 3500 r.p.m. for 15 min. 8. The clear centrifugate is removed and discarded by inverting the tube and drawing it off by means of a fine pipette.
9. The residue is washed by discharging about 100,ul. of absolute alcohol from a fine pipette on to the solid at the bottom of the tube.
10. The tube is centrifuged at 3500 r.p.m. for 5 min., and the centrifugate is removed as before. 11. The washing process is repeated once more. 12. After the final washing, the centrifugate is discarded, and the last traces of alcohol are removed from the residue by placing the tube in the steam-bath for a few minutes. These results have been plotted in Fig. 1 . It will be seen that the points lie on a straight line which does not quite pass through the origin. The fact that the points lie on a straight line shows that the amount of glycogen lost during the precipitation is a constant percentage of the total amount present; the fact that the line does not pass through the zero of abscissae suggests that the blank value is too high, but only by about 0 4,ul. A correction is, of course, made for this.
The maximum error which has been observed in a series of parallel estimations is + 0-3,u. of 0-05N thiosulphate. Treatment of tissue. With such small quantities as were used, it was quite out of the question to determine the wet weight of the tissue. On the other hand, care had to be taken that during the drying of the tissue (preparatory to obtaining its dry weight) no glycogen was broken down. The material equivalent to two or three embryos was used for each determination, and as each piece was dissected out it was dropped into absolute alcohol, a procedure calculated to stop effectively all enzyme action. When enough had been collected, the material was placed in a punt-shaped vessel of platinum and dried for 2 hours at 1000 in a gentle stream of dry air. When cool, the punt was weighed on a micro-balance; some of the material was then removed, after which the punt was reweighed. The dried tissue was more or less compact, and did not adhere at all to the vessel in which it had been dried. The most satisfactory way of transferring the tissue to the glass tube is to touch it with a needle which has been dipped in vaseline and wiped almost clean, and then to detach it from the needle into the tube with a gentle tap.
The assumption has been made that from the time of excision of the tissue none of its glycogen has been lost. The absolute alcohol would fix the material practically instantaneously, and as it would have access to both sides of the tissue it is unlikely that there would be any appreciable loss of glycogen.
A more serious source of error lies in the fact that a certain amount of material will be dissolved from the tissues bythe absolute alcohol, and thus give a low value for the dry weight of the material. It is probable that, there will be more loss from the tissues of some regions than from others, due to the greater amount of alcoholsoluble substances. The exact loss could easily have been determined if sufficient material had been available. Results. These are given in Table I . There is a considerable scatter, due, partly, no doubt, to biological variation, but mainly to the extremely unfortunate fact that the indicator used for neutralisation after hydrolysis contained a small amount of alcohol, which reacted to some extent with the iodine to form iodoform. As the reagents were standardised against a glycogen solution of known strength, the error would be small, except in cases where the amount of tissue taken was smaller than usual; here a high value would be found. Subsequent experiments with this particular indicator showed that the error could not be greater than 10 %, though it was too erratic for a correction to be applied. 
